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Laboratory animals

Hablitz et al, 2019 (Sci Advances eaav5447) and Mestre et al. 2018 (eLife 40070) were used to estimate the minimum number of animals
required to generate statistically significant datasets, though circadian glymphatic data has never been collected before. Thus, a minimum of 5
animals per group were used.

No data was excluded from the manuscript.

Every dataset collected in this manuscript was collected as, at minimum, two separate cohorts of animals to confirm reproducibility of our
results.

Allocation of all mice into experimental groups was random, though there was an attempt to have equal numbers of male and female mice in
each group.

In these experiments, all data analysis was blinded. Groups were not assigned until all analyses had been completed, and results were
confirmed by at least two separate investigators.

For IHC: Primary antibody used was rabbit anti-AQP4 (Chemicon, AB3594, Lot #: 3213917), secondary antibody used was Alexa 594
donkey anti-rabbit (A21207, Invitrogen), cell nuclei were identified using DAPI (D1306, Invitrogen). For Westerns: Primary Rabbit
anti-AQP4 antibody (Chemicon, AB3594, Lot #: 3213917), Donkey anti-Rabbit-HRP antibody (Jackson Immunoresearch,
#711-035-152, Lot#59390), Mouse anti-!actin primary antibody (Cell Signaling Technology, #12262S, Lot #: 2), Donkey anti-Mouse-
HRP secondary antibody (Jackson Immunoresearch #715-035-150, Lot #: 143140)

Every new lot of AQP4 primary antibody in our lab is tested with an AQP4 KO mouse control for both western blotting and IHC.

The mouse anti-!actin primary antibody was purchased from Cell Technologies and rated for western blotting. According to the Cell
Signaling Technologies website it is monoclonal, has reactivity in humans, mice, rats, hamster, monkey, and dog, recognizes
endogenous levels of total !-actin protein in multiple cell lines, and was produced by immunizing animals with a synthetic peptide
corresponding to amino-terminal residues of human !-actin protein. We confirmed a single band at 45 kDa (Supplementary Figure 4).

Male and female C57BL/6 mice (aged 3-5 months, weight between 25 g and 30 g) were acquired from Charles River Laboratories
(Wilmington, MA) in equal numbers for each experimental group to control for any potential sex differences. Male and female Aqp4
knockout mice were bred in the University of Rochester vivarium, and backcrossed to C57BL/6 mice for 20+ generations before use.
All of the University of Rochester's animal holding rooms are maintained within temperature (18-26 degrees Celsius) and humidity




